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[0001] mm<D^m 
[0002] ^^^m 

RNAi(RNA^#) fi. -7|s:|gRNA(dsRNA) l('lX^Xmm^t\^Mi^mM^ts: 

ICBSU. V3lj7^;f3i^/-^:3i (Drosophila) Urd^Xj^W^^ (Caenorhabditis elegans) \Z.^\'1i^ 

A|(f>t;i^RNAi{Ci:oTi^>^(DiB^iJ#^6^p<7^V:3^--^--T'fc^::t (Hammond, 
S.M. et al., Nature 404, 293-296, 2000 ; Parrish, S. et al., Mol. Cell. 6, 1077-1087, 
2000;Zamore, P.D. et al., Cell 101, 25-33, 2000) ^ f£hXJ^K:L(DsiRNA7b^-S:\f^~:^ 
mRNA^^h. Dicertmttl^RNT—^um^i^^r—^liZX^^fj^^^Zt ( 
Brenstein, E. et al., Nature 409, 363-366, 2001 ;Elbashir, S.M. et al.. Genes Dev. 
15, 188-200, 2001)d5;by?»^oTV>5o 
[0003] iii?L«Ji^(c*3V^-Cf*> ^|0>RNAi{:i^p#*SBfla*5J;U5#^M<^E(-*5V^T<D^^ 

hfh^mMtm^^nx\^^rco -m::. m^w^mmmn. mm^m^RNT—^x 
h^RNT—'^ucx^mm^^<:>$¥wm^^j:R:NAj^m'mm. ^xu^-c^^—y^^vii^ 
{^xmm^Mr.:^mRi^A^^^^:yy<i^m^-r—^ (pkr) 
mmm^^^vxm. :itihnm^. 3o^i^u^'^h^si±(D^mRNA},z.x^x 
mmt^ti^o t^^oT. m^7^mmisxxiPKR^x<^^i[:mfi^^j:if^^.<mfiW]m 
«(-dBv^Tf±. 3o^^u:t^v&.±(D-:^mRNA^<Dmm}t^^i^x'o. m^m 
m^^mNAimmmm^M^tii^h^o Mj&i^^i^^x, ^mvfc2i^^u:^'f-h'<D 
siRNA-a^;a5, mfiW}^ms^mmmK^^^xiHmi^m^^(Dmm.^!i(^m&oi^ 
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|l.^L5S^t36^^^$tbTV^-5(Elbashi^, S.M. et al.. Nature 411, 494-498, 2001) „ 
[0004] KNAiK^^m^^^mMM(Dmmit. ^^C<^J;5^-%;tb^^TV^5o *-r, siRNA 

[0005] sifiTf^. ^^smNA<Dmm-^(DmAK^^RNAm^%:m\^^fc:i7mK 

[0006] M;lf* ^ Hohjoh H.(^^^ (Hohjoh H., FEBS Letters 521, 195-199, 2002) "Ct^ , 

mm^:dm^j^^:Ltm'&m^f^^x\^^^o 

[0007] Hamada M.h(D^^ (Hamada M. et al., Antisense Nucleic Acid Drug Dev. 12, 

301-309, 2002) t??*, ±>':^m:iSXXJ^X^tcit.T>'^±>:^mi^:i3\,^X^tl^tl(D3 
' *^^J^i51'<7)^^JC3gi|^L7'^V ^1 J^±0;^^gB^iJt(D^^-75/^tr^AUfcsiRNA^ 

ffiv^T. t(Dmtfymm^<D^mi^u^Wztm^ht\.x\^^. :i<Dm.^K},-t. ri^^ 
■^>'::^mK^n^mmmb(D%:^-^y^\z.x.^xm.^^^m^m^mtmm 

[0008] :^mm^i-t. siRNA{C:JoV>T. ±>':^m(DIl:^m^^\^^i-f^3'm^(Dm^f)^ 
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[0009] tt^oT. ^^P^fi. siRNAlC^\^^X^<Dm^^^mti\imi^^^mW-r^fci^(D 
[0010] ^LT. :4^^0.^(7)||-(D^1ttc:J;5-2|s:^RNA^-i^f*, *iaj}ai^T-^6^jt^^^(D 

[0011] ^Pjti. ^^0JcD||-(Z)S1^t3:J:§-;*:^RNAi^d=-{i. mii^[HX^mmm^<D 
mt-r^-hcDXh^, — 2|s:^RNA5>^^-CfcSo 

[0012] ^mrnKx^m^^^mwrnmn. :$:mmf<^x^-^mRNA^^^^mm. 
[0013] :^mmi^xtn-£. Ri^Am^^\mvfcm^MB'f-(Dmmnp\^i^^^^x. ^(d 

[0014] [|lll]|l|lfi, #asiRNAtij;S, Hel.am!i^'PX<D^^/U/V-^y:t,9—\fm^^^ 
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[laslBlSfi. ±>:^m3'mm^^:^-^y^^^t^siRNA^j^'f- (La21-3'm2) ^fcfi^ 

[0015] ;*:0>^^#l:i*5V ^T r - :45:^rnaj -;2|s:c>-:*:mNA:$>T-;55, ^^*:tc:t>fco 
[0016] ;*:0^^St;i*5V ^T r -;^MRNA(;i:i3V M^05^i^w;*-^K 

[0017] 2|s:0^^#tc*5v>T> ^'^:y:^mitiiii.m^^<D=Ji—\''mtmmfmm^m-r?>^i^ 

[0018] :*:?g^#tc:*3V ^T ^M^i t\-±. 2<:>(D^^U:ti^h'7!)^y^y(yvy^-\f—-:ya>'^i'¥ 
[0019] «rt-e^^itfed^(D^^^RNAi(v:J;t9W3^Jb96— ;$:|gRNA^^«, RNAi 

-;*:iiRNA5>d^c»T>^^-fe>';^mi:-r^o ^^xmrn^^mmiti-^. m^m^'f- 
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[0020] m^'ik^^'^\^^^^xmu^ii^vb±.u<Dmmmmm-^. m^m.^^\^^n^^^ 

[0021] m^r.:^miNA^^(DT>-^±l^y^mi-i. ±^^y^m(Dy^^U:t^h^tM^\^f-~^ 

[0022] ^mm(Dm-(Dmmii^^^r.:^mRi<5A^^n. ±m(DXofi:iL^mRNA^^^i,z 
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[0023] —^myi^^^^:t^}''mmm};Hicis\,^x^^^yv^4:^-r^^^'^Mi. ^^m^ 
[0024] ^mmmi-^v^^^mmmmi^xtiit. ^mm(Dm—(Dmm^x^-:^mRi^Ai^ 
[0025] mmp^xm^MB^<Dmm^^j}mx<nm'r^fcma-i. ±U(D±>':^m<D3'M 

^tc*5tt^-fe:/;^^(^3' 5i^)Sffi:^^f>l 1-13# @ . j;'9^*L<{:il2# g . J^'&a-r-S 
^mx-h^:Lh\±^ 19—20y^^V'^^Y^(D'^>y^m.\^^\^X. ^(D3' ^fQ<D2-D(D 

(^{4g(*^ Risc\zx^m^m^^^^m.!is^(Dmmi^Lmi^^^mvx^^^o t^eoT. 

'f-V(DiiLmi^^^l<:><D^'!^\^:^^hl^mX^ti^i,(Dt^nxh^^\ RlSCdJ;^^! 
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[0027] :^mm(Dtt!'^\^\,^mmmmi^^tiit. ^mm(om—(Dmmi^^^-^mRi<sA^;^ 
[0028] :^mno:>^-(DmmK^^r.:i^mwA^^\i(,^ m^^xm^mm'f-<D^m^R 

[0029] *^i^<Z)$?^bV>^m^«(ciJ:tL{^. :*:^HJ(7)^-(D^1ttcj;^-;^^RNA:9- 
[0030] :^^m<Dm-(Dmmi^^^-:^mRNA^^i'i. ^-(DtlltfwJ:^-:*:^ 
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[0031] m%m}m<Dmmi^m^r.:^mBNA^^^mA-r^t^ ~:^mRNAm^^^>y< 

±(Dr.:^mRNA^^}iz^^x±m(Dmmmm^^^t7!)mhf\.x^^.'^^x. 

[0032] :^mm^x^~:^mBNA^7^^n. RNAnz^^m^^mmMU(o^ti^mmvo 

m^itMR-NAiiziX^mi^^mmMm^^tm^^iri. mic5'Mmc%:^^^y^^ 
mAutm^ia-t^(D^mmm^M:Lt7!)mu^tix\^>^o -^lt. :i(DXo^^m. 
m^^m^M(D^ti<Dmmiis siRNAn^RNAmmm^^uiy-yiy^^m^i^ (ris 
c) Km^^7i,^n^^(D:)y\^^^mni-^^tKx^-htih^n^o i-ts:t>-ib. sirna 
m^-rth7!)^(DmmzmA^tirc^^-^y^izx-:>x^(Dmm^^i'f?>y^^^v-^-{-^ 

—iy^^'Ttim^^Mt. siRNA\t^<Dtl^m^>ibRISCKmji::^tl. ^(Dtm::. siR 
NA^m^ir^2^<Dm<D0ib. 5'm^t^hm7h1^thfcm7b^RNAi(D?i'f^=^—^— 

i9jA^tL5J;5{-i^siRNA%efe^-t-6r^tviJ;«9^6<]a^^^cD^m«]$iJ^m^±i3S 
•t^^t-h^X^^ —:fjX. ^(O-^i^y^m(D^'^mt^hRisc\zM^^^-^fh^ii0\zmsi 

RNA^^^-t^:Lt\z.x.K>mMA^^(D^m^m^^^m^-^^^^tii^x^^. 
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[0033] %^Xs ^mmKxmt. m^p^xm^MB^(Dmm.%:KNAnzx^mMi.^^~ 

KNA^j^^:dmm^n^o ^(D^o^£^^(DM.mm. ^mm(Dm-(Dmm\^^^r. 

[0034] ^hK. :^mmii^XtH'£. mjl^\^X'WM^M^^<Dmm.^RSSIAHc^y)m\l.^^- 

[0035] :^^mi^^^-^mKNA:^^i-i, ^sart ^T. ^&:}mm^(o^m.^i^m-r 
[0036] mm-i. siRNAKx^RNAm^^m^i-:Ltt^'^m^^mfi^x^tim^i!}^fi:^h^ 

[0037] ;2|s:^B^i^j:6-^mRNA^-^-^#>fflsat^^A-r^;^?*f*. r.:^mmm^j^^^mm 
^icmAvo^h(Dxhtim^:^>f^^:)7mxh^x'h^<. wi^m^^^^j:^\ :^mm 
fc^s;^^fc*3v^T> fi^imm^j:r.:^mRNA^^(Dm^^^(DmAmit. y^y 

Lipofectamine2000b9>^>^:7ai:^'->3>'|^^ (Invitrogenlt^) . 01igofectaminh^:^;^:7 
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jziJ'v'a:/!^;^ (lnvitrogent±i!i) , jetSIh^^^'^ai^v'a:/!^^ (Polyplus-transfection 

='—}''-r^r>NA^^/u-vfj:^^i^^—t(Dm.^^t)^. ^fci~i:^mm K^^-:^mR 

[0039] ±m(D-<^^-n. :^mm\ZX^r.:^mRNA^^^(D-:}7(Dm-^tHtm:f7<Dm^ 

-t^fcibcD^^mm j,cx^iL:$imRNA^^^±^^'&^^t7b^x^^o mm^titc^^ 
. ^mmx^^\immz.rsmz.}iifix^-!b. 

[0040] ;2is:^0J^c:J;5-;*:^RNA:9-^(^if^;^(7)0^^mb56m— 
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>'m—:^RNAtvxmm.'r^^^i^—n. '^m^xhtL\tm:M.mmir^^t^^x^ 

. MPiit. X1^(DBM(BeLSS, B.L., Cell 101, 235-238, 2000;Tavernarakis, N. et al., 
Nat. Genet. 24, 180-183, 2000;Malagon, F. et al., Mol. Gen. Genet. 259, 
639-644, 1998;Parrish, S. et al., Mol. Cell 6, 1077-1087, 2000) tdtJeoT^HfS 

[0041] :^^mi^^^~:^mRNA^^^ :ia^nz.^^mmi.fcm^^m^nmmit. 

vx^(Dmms^^mir^^t\-x^. :Lf\.(bm^^<7)mm^mm'r^^tt^x^. 
kzi-t, ^i^^ic^^'r^mm^^\^^x^tihmB^(Dmm.^nMir^:LtKx^. m 

[0042] m\:^msm^ A}.^iL^llBl.^mm.^X(D:^.^;VjVZ^Z7a.^--^mBi^^M<D^^^ 

[0043] ^H-Ufc#ffisiRNA(7)p5^^;^-f=-KgB^iJ2:TI5(^)«ltC^-ro ^ITii^ #siRNA 

V^T. rLa2j4b^j;t>*rLa21J«/t^:5^/WVv/:73i^— ifit'^^cfiCD^fi^Sa^lJSr^U. 1^ 
'^^^(DmU^<DmA\^^ V ^fc^m^^;^^KpGL3-control (Promega^h^) 1^*5 

mm-^wm^^fi\t. rLa2j \-tm2S2-zoo^^u^'^v^m^t-r^%,<Dxm. 

rLa21JJi||340— 3585?i5'l^;e-^K^^^^i-S^j<?5T'fcSo Tconv.Jf^i, 

o|§:tf-S2pi;iS-^v>TtS:ff$tifcsiRNA^^b. t^§oT. ^nf*5:;^-^5/^^'a A/T 
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[0044] [^1] 
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^1 ; »j^;wi^->7x9— tfatfe?^tcj:»LT8a:«-Ufc8 irna 











5 GGAAGACGCCAAAAACAUAUUa* 


1 


i^sLdt " cunv • 








3 UUCCUUCU.GCGGUUUUUGUAUs- 


2 




5 GGAAGACGCCAAAAACAUU3- 


3 


r B o 1 mI 

ii&2^ J ml 








3UUCCUUCUGCGGUUUUUGUAU5' 


2 




5GGAAGACGCCAAAAACAAU3' 


4 


La2*3 *m2 








sUUCCUUCUGCGGUUUUUGUAUs* 


2 




5GGAAGACGCCAAAAACUAU3' 


5 


La2-3 'm3 








aUUCCUUCUGCGGUUUUUGUAUs' 


2 




5 GGAAGACGCCAAAAAUUAU3' 


6 


La2-3'ni4 


*************** 






3 UUCCUUCUGCGGUUUUUGUAUs' 


2 




5UUAAGACGCCAAAAACAUAUU3' 


7 


La2-5'm2 








3UUCCUUCUGCGGUUUUUGUAU5* 


2 




5GGAAGACUCCAAAAACAAU3' 


S 


La2-3'm2inl2 


******* ********* 






3 UUCCUUCUGCGGUUUUUGUAUs* 


2 




5 GGAAGACGCCAAAAACAUA3' 


28 


La2-3'BL 








3UUCCUUCUGCGGUUUUUGUAU5' 


2 




9ACCGCUGGAGAGCAACUGCUU3* 


9 


La21-conv. 








3 UUUGGCGACCllCUCGUUGACGs* 


10 




sACCGCUGGAGAGCAACUGUs* 


11 


La21-3'inl 








3 UUUGGCGACCUCUCGUUGACG5* 


10 




5ACCGCUGGAGAGCAACUUU3* 


12 


La21-3'in2 


***************** 






3 UUUGGCGACCUCUCGUUGACGS' 


10 




5ACCGCUGGAGAGCAACAUU3* 


13 


La21-3 'mS 


**************** 






3 UUUGGCGACCUCUCGUUGACGS* 


10 




5 ACCGCUGGAGAGCAAUAUU3' 


14 


La21-3'm4 


*************** 






3 UUUGGCGACCUCUCGUUGACGS* 


10 




5UACGCUGGAGAGCAACUGCUU3* 


29 


La21-5'm2 


***************** 






3 UUUGGCGACCUCUCGUUGACGS' 


10 




5ACCGCUGUAGAGCAACUUU3' 


15 


La21-3>in2inl2 


******* ********* 






3 UUUGGCGACCUCUCGUUGACGS* 


10 




5ACCGCUGGAGAGCAACUGC3' 


30 


La21-3'BI. 








3 UUUGGCGACCUCUCGUUGACGS* 


10 
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[0045] ±ud.<D^:tD^m^^U^^]^'<0'<T^^S^U ^fl^M20 n M^T^—V>^ 
mWMiSOmM. HEPES pH7. 0. 100mMg^^;;&y<^A, ^XmOmMm^-^^ 

[0046] HeLammi-i. 10%l>ixJ§&j^jkM (Life Technologies^±iS) , 100U/ml^=^->y V 
(Life TechnologiesttM) :jSj;t;?100 At g/'mlx^M^^b-r^v'V(Life Technologies1± 
^)SrM^bfc^$^/V^^/3Bfe^-r— ir/W:M(Sigma^±M) 4^^C1*3V^T. 5%CO #H 

2 

[0047] h^:/;^7ai^v'3i^Oml g , it^^iirfcHeLa^jiS^hy ^^i/^^^^au, ^^m'^^ 

-^*5^CV^ff]PJ^^i^iffi-e%3gRL. 24i^7rn/^J#^:7^l/-hi;ifi5ffiUfc(it#i#±teO. 5ml 
cfif^l^JttSTO. 5X10^^|^X!>rn7^)<, <f):V^X:\ i##i:g±fe^O. 5mlC0OPTI-ME 
M I (Life Technologiesf±$^)-t?a^L, ^^:^MZ., ^^jV;Vi^y:z.=7—^^^^'t 
SpGL3-control:7'^>^?K(Promega^±$!i)0. 25 jug, n^tVX<D^%-y^^^J\^^ 
■73.7— e§rliimi-5phRL-TK^7;^5:K(Promegattif)0. 05 /xg. *5j;U«0. 24 
IX g(7)#siRNA<§:^;(JPbfc= 2ScOl/7K— ^— ■:/-^7.S:K*5 j;tJ^#siRNA-ecO|^B#h^ 
:x7>7jii:7V3>'fi, Lipofectamine2000h7:^;^7ai:J'v'3>'^^(Invitrogentt^) ^ffi 

[0048] ^(^^. ^IIStr37'C-e4B#W-r>'=3r:x-<-hL. m^mW^^ipfJ^^ ^fff^?feJ^«J§ 
ifeO. 5mlSr^*Pbfc^. ^f3{c:37**CT'-r>'^^^— hbfCo h7^7L73.i5'v'3X7)24 

^-^EBJ!a^j|?i^?:pMU. Duai-Luciferasel/JK— ^5^— T5/-fe^i^7>7^A ( 
PromegattM) ^ffl V ^TyWi/7ai7— ^^^mT^/ir-f Sr^T?'^ ofCo 

[0049] l^lf*. -It/Vv^7:ii7— €r5/-fe-r(D*gmS:^-ro miT-ti, ^siRNA=|^fflV^fc 
:^^{C*5(t6. ('^^ Wi?<5r) /Viy7:ii7— ^r^ttJ^l^^^-r^^^tl (^NiJ'/U') /l^iX^ 

^(D^%\\^^:L^fi\^ ^ -;2is:^RNA (Mock) (Qiagen^m) ^m\'^fzMW^-^l^-:fM:L 
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[0050] llliai::J:nfi. La2-convA-im98%t\r^o^1S.\^^M^^m^nM^^l^fc(DliZ.MU 
La2-conv..J;La21-conv.^(^jt^^^^^|]^J^;iP:t;i*3tt'5]av ^^jWVi^Vaiy 

[0051] mihn, 2J^i5'/WWv':73i7— lfite^'1='<DLa2^^6<]^-r^#®siRNA^fflV>fc: 
^^(DMB'^^^^m^^^^^i-o La2-conv.iLa2-3ml. La2-3'm2, La2-3'm3. 

tt6^;^-^iy^^^i- 6siRNA(La2-3'm2ml2) f^i. $b^-3fiV^ile^^^m^^^$lJ^m 
^:^bTV^So ZJC\.\ZM\^. -fe>^IS(05' ^$^lJ:2^i5'W:r^KO^>^-x'5/^^J^i-5si 
RNA(La2-5'ni2) tJ^5l5<^siRNA(La2-conv.) J;»)>biSV>jt'g^^m*Cil^J3^m^ 
^LT*3«9. siRNAO-ir>'>?.^tc*5JtS5'7^iS'^(^^;^-^5/^(^^A>J5 
^OsiRNA(Cj;;5ilfK^^»$iJ^:^^{ail^-r6^t^^LTV^?,o 
[0052] micfi. Jj^iJ'/WP^/^:!!^— eit'S^4'OLa21%^6<3i-r:5#«siRNA^fflV>fci 
#'a'<^3t'e^^lS^*l3^J^:^%:^t-o La21-conv.iLa21-3'ml, La21-3'm2. 
La21-3'm3. *5j;tI^La21-3'm4^;^it^Sf-r:5t^ siRNA(D-feV^$ItC*3tt-53'5feil!S-^ 

—3^hfii^Z.hii^\:>t^^. ^(Doh. •^>:^m(D3'^m^2pi^i!7]^:t^h^(D^^-^^y^t: 

5siRNA:^S^^gtV^it^^^|gm^^]^J^*^^UTV^So $t>J^. ±>^m<D3' 

mi^K:3fSi1r^2^^u^'^V<D^:^'^iy^i^M^^ ±^^:^m(D3' 7feffi;0>bl2# @ <D^^ 
lx^^KiC^5lt^5:;^-^:y^^^-t-6siRNA(La21-3'm2ml2) ft, $b^:l3SV^3t^HT- 
^m*5^J^:^^^UTV^So CttiC^U. ±>'P^m(D5'^m^2pi^^U:t^h'(D^^^ 
5/^^^i-5siRNA(La21-5'm2) ^m<DsiRNAiLsi21-coTW.) X^hiSil^^iAB'^ 
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[0054] lSfi-bfc^asiRNA(7)p5i^l/:^^K@a?iJ^TIB(7)^2(C;^i-o ^at??*. #siRNA 

i^*5 j:t/Dnmtlit'e^t:«-f-o ^it'S^OmRNAiB^iJ 131*3 V ^Tlffli^ M^^='K>'<^ T 
Aj^li:i-5#-^#:^lCj;tbfi, rLamJ }iLaminA/Cit'^^;ei=»fc<7)mRNA 4^(^1182 
9S51^^U:t^]^^m^ti'^h(DXh^. rDnl(#l)j (*Dnmtljt'^^:^^?5<^mRN 
A^(Df^70—89^^U7t^]^'^m^t'r^h<^Xh^. rDnl(#2)j {^Dnmtlit^^^;^^ 
h(DmRNA^(Dmi85—203^i^U:i-'^V^m^tir^h(DX':h^o ^hK. T 
Nat.LamJ ftLaminA/C5tfe^^^^S<J^-rSsiRNA^^b. ^O^^^iB^lJJilSCifc^-IS 
ic$tl/TV>S(Elbrashir, S.M. et al., Nature 411: 494-498, 2001) o '^it, Tconv.Jfi, 

[0055] [^2] 
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^2 :LaniinVCjlfeT*3j;UCDnnitljte^tC*fbT^ti-bfcs i RNA 











5UGCUGAGAGGAACAGCAACCU3' 


16 


Lam-conv. 








3AGACGACUCUCCUUGUCGUUG5' 


17 




5UGCUGAGUGGAACAGCAUU3* 


18 


Lain-3*m2inl2 


******* ********* 






3AGACGACUCUCCUUGUCGUUG5* 


17 




5CUGGACUUCCAGAAGAACAUU3* 


19 


Nat .Lam-conv. 


******************* 














21 


Nat . Lam- 3 ' m2ml2 


******* ********* 






3 UUGACCUGAAGGUCUUCUUGUs' 


20 




SGUCCGCAGGCGGCUCAAAGAUU3' 


22 


Dnl(#l) -conv. 


******************** 






3< UUCAGGCGUCCGCCGAGUUUCUs* 


23 




5GUCCGCAGUCGGCUCAAAUU 


24 


Dnl(#l)-3'm2ml2 


******** ********* 






UUCAGGCGUCCGCCGAGUUUCU5' 


23 




5GUGACUUGGAAACCAAAUUUU 


25 


Dnl(#2)-conv. 


******************* 






UUCACUGAACCUUUGGUUUAA5* 


26 




5GUGACUUUGAAACCAAAAA 


27 


Dnl(#2)-3'm2ml2 


******* ********* 




UUCACUGAACGUUUGGUUUAA5- 


2? 



[0056] ±tS.(D^:i-V=^V^^i^\^:t^\'^(D^r^^}^U ^tl^n<D20 n mkT=-—T^'^ 
WMlW.{2,0mM HEPES pH7. 0. 100mM@^^:^y'>i^. *5 itl^lOmMg^^-^i/ 
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[0057] HeLa^EBJiafi, 10%'> v-Ji^ j^iktt (Life Technologies*!:®!) . 100U/ml-<c:^^/y > 
(Life Technologiestfcii) ^SJ;r/100 g/mi;^hl^7'b-9'^v^>'(Life Technologies*!: 

2 

^T. 37°C-eiim$-li:fCo 
[0058] HeLa*ffl|}a(7)^siRNA(100nM)-COh7:^;^>^3ii^Cx3:^(:i, jetSIh^>';^:7iiii5'->3 

(Polyplus-transfection*h3iSl) ^ffl V ^Tff?'^ofCo 
[0059] h^>';^:7aii^i>'3^^(^48^ra^tC^RNA^mglU. j^^¥^^(e:j:;5cDNA-^^ 

^/^^ffliJ^bfCo ^nb— 3SO^^^^/^^|"J5^fi^ SYBR green PCR^5/b (Molecular 
Probe*±i^) Srffl V ^T^f ^'cCofco 

[0060] m2n. ^nsiRNAizx^, HeLiimm'p-x:(D[^m^m^^<Dm^^M^j}M^7jk 

-To Ill2-t:1*, ^siRNA^ffiV^fcJ#'^^C:^o^tS> Mfi^it'fe^^ (G3PDHjtfed^) CD^ 
mi/-^>'^tC^-rS^^at{K^ (LaminA/C3lfe^^*fc:f*Dnintia^S^) (D^m.^^ 

:^^RNA(Mock) (QiagenffiK)S^fflV^fc?ttR^i^V-:r/^(;loV^■r#btL/ct5<Z)^l. 0 
[0061] ia2a*5j;t;«ig2btCj;tV}^s ■fe^';^^03'7|^jStC2p?iJ'l^:^^KC»S:;5?.-^y^$r^b. 
[0062] M3 : siRNA4VH^»^'a5^.-i-a- fe^;^^(D3' 3^j^tCfeft?>$^-v--y^t;iJ:^RISC^5fe 

slRNAiOS^ia 1^ ^c:^ A$ tbS t . -^e^^ir >';^^*3 J: t;«r V ^-r 

^JdVN^l/yi^'^XUfcmRNA^^ilff St#;te>tbTV^So ti^oT. siRNAO-fe^ 
;=^m*5j;t)«r>'^iri/;^j^c^v>i*tL;dSRlSCf^{;i^«93Zsm^-rv>;?)^JcJ;oT. 

[0063] siRNA^d^}c:*5V ^X±ly:^m(D3' Mmc^y^-^^y^^mA-t^^ltizX 
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[0064] *-r^ ^^i^^^^'-'\-'!yy=i^y—^m^^(DS'^mtRmi^i^. ^^/u/i^i^ya:.^— 
^;^5K^L-c«. i3-:^f7^^v'^'-^ile^^^^m•t--5:7^^;^^K^fflv^fco sirna 

tVXn. -b|5(?5^1 {c:;^$tt6La21-conv. (±:y;^m3 ' ^mK^^-^ 

[0065] HeLa^fflJSSf*. lOro'J'v'Ji&i^lfiL^f (Life Technologies^±ii) , 100U/ml^=iXyi^ 
(Life Technologies?±®i) *3j;t)«100 /z g/'ml^M/:7"h-x'^->^^(Life Technologies^ 
^)^M^U/c^Vv-<iy=f^^^-i//H#;ffi(Sigmatt^)cf3iC*3V>T, 5%CO #ffl 

2 

[0066] _hiawjj<— iJ'— :/7:^^KOV ^-f ±|BsiRNA:9-^(^v ^-f ttJi^— *3 J; 

[0067] El3(i. -fe^-x^^a ' ^«{;i^;^'^5/^%-^t?siRNA^^ (La21-3'm2) ^fcfi^tb^ 
-a-^T^gV^slRNA^)-^ (La21-conv.) iZ^^, 2m(D^^:^^h'7!)^h(DU:^—^—(Dm^ 

«^^b. tJ^oT. ^(Dmm.Mn, ^siRNA^^^c^T^/^-fe^^^^^^-r^:!^— ^— 

^^-r-SRNAi^ciJZoT^ll^iJ^tifctiCOTfe^, rir>';^-siRNAj ©^7:7ft, 

[0068] US}:: j::Jx{^, ir^^^^S' 7|5)^tC^;?!^-x'5'^^^^j^^V ^^^&5l5M(^siRNA^^ ( 
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La2i-conv.) ^m^^^fcm-^x^n. ^(D-^i^:^mtr>^±:^:^mf)^mtmnm(Dm-^ 

-g-tf siRNA5>^ (La21-3'm2) ^fflV^fc^-g^-e^^ . iJ'— ^ 
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[5] ~:^m.'^^^i^:tsi1r^-^i^y^m(D3'Mi^f}>bi2^ S t3:'(&g-rSp?i^W'::r^K;05ri^ 
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[11] J^flSl^-T?^6ta^^<D^m?rRNAi{Ci«9Jil$iJb9?>— ;$:^RNA5>^^^^*3V^Ts 



wo 2005/017154 



23 



PCT/JP2004/011822 



wo 2005/017154 24 PCT/JP2004/011822 

[23] 295^i^l/::^^mTO^S^W-t-5^>c^T'fe5^ If ^^22lC|H«cD-;2|s:mRNA 
[24] ft ^Jll-23(DV ^-rtL;6^— :«lvlfB«c(^ -:^^RNA5^^^^^pej§a^C^Ai-SXfl 

[26] m^^i—23(D\^^'rti^>—m^mM(D~^mRNA^^<D±:y^m^==^—V't^ 

BNA^^XJ^T>^-^>y^m^='—Vir:^DNA(Dm:lv^^/uXt^^.^^^-'o 

r>NA^A,xts:^^^^—t. m~^mRNA^^(Dr>^±:yy^m^^'-'V-r^D 

NA^^/u-vfj:^^^i^—t(Dm.^^t)'\±. ^tn-im^m26\z.tim<^^^^—^M 

[29] mmp^xm^^M^^(D^m^RNM\zx^nmi^o^~^mRNA^^^\cm^x. 

mt^~^iMRNA^^^^^<Dr>^^±'^^m(D5'^i^m^>hRNAmmM'9-4\^i^ 

[30] mm^xmmm^^(Dmm.^R-NAij,:ixmmi^^^-:^mRNA^^{cifs\, ^x. 

m\U^:^mRNA^^jb^^(D-^iy:^m(D5 ' 7|5MJ;i)*^RNAM^M1^-n^>'i/>'^/ 
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